FK506 binding proteins (FKBPs) belong to immunophilins with peptidyl-prolyl isomerases (PPIases) activity. FKBP25 (also known as FKBP3) is one of the nuclear DNA-binding proteins in the FKBPs family, which plays an important role in regulating transcription and chromatin structure. The calculation of nonsynonymous and synonymous substitution rates suggested that FKBP25 undergoes purifying selection throughout the whole vertebrate evolution. Moreover, the result of site-specific tests showed that no sites were detected under positive selection. Only one PPIase domain was detected by searching FKBP25 sequences at Pfam and SMART domain databases. Mammalian FKBP25 possess exon-intron conservation, although conservation in the whole vertebrate lineage is incomplete. The result of this study suggests that the purifying selection triggers FKBP25 evolutionary history, which allows us to discover the complete role of the PPIase domain in the interaction between FKBP25 and nuclear proteins. Moreover, intron alterations during FKBP25 evolution that regulate gene splicing may be involved in the purifying selection.
Introduction
Immunophilins include three families with peptidyl-prolyl isomerases (PPIases) activity, FK506 binding proteins (FKBPs), cyclophilins, and parvulins. FKBPs are named for binding to the immunosuppressive drug FK506, characterized by one or more PPIase domains. The 15 identified members of human FKBPs are divided into 4 groups: cytoplasmic, TPR domain, endoplasmic reticulum (ER), and nucleus. FKBP25 and FKBP133 locate in the nucleus, containing a single PPIase domain [1] .
FKBP25 (also known as FKBP3) is the first mammalian FKBP with a calculated molecular mass of 25 kDa found in the nucleus, which plays a role in regulating transcription and chromatin structure. The FKBP25 comprises a conserved PPIase domain at its C-terminus with a 43% sequence identity to FKBP12 and a helix-loop-helix (HLH) motif at its unique hydrophilic N-terminal [2, 3] . This conserved PPIase domain functions in binding to the immunosuppressive agent FK506 or rapamycin. Unlike another FKBPs, FKBP25 shows a strong affinity for binding rapamycin (Ki = 0.9 nM) over FK506 (Ki = 200 nM) [4] . The FKBP25 was reported to be associated with nuclear proteins including transcription factor Yin-Yang1 (YY1), mouse double minute 2 (MDM2), and histone deacetylases (HDACs) [5] . FKBP25 binds to YY1 at N-terminal and increases its DNA-binding activity without the involvement of the FK506/rapamycin binding domain [6] . In addition, the level and activity of the tumor suppressor protein p53 are negatively regulated by MDM2. The HLH motif of FKBP25 mediates protein-protein interaction to enhance ubiquitination and degradation of oncogene MDM2, increasing the expression of tumor suppressor p53 and its downstream effector p21 [7] . Moreover, the proteinprotein interaction contributes to form HDAC complexes, which is critical for the chromatin structure [2] .
In 1992, Jin et al. reported the molecule cloning of human FKBP25 and performed a homology comparison between FKBP25 and FKBP12/FKBP13 [8] . Furthermore, Mas et al. showed the molecule cloning of mouse FKBP25 and expression pattern of FKBP25 gene during cerebral cortical neurogenesis [9] . However, the relationships between nuclear functions and evolution in FKBP25 are seldom reported. lnL: the log-likelihood difference between the two models; 2Δ : twice the log-likelihood difference between the two models (In all the species, 2Δ < 9.21, the -value is more than the significance level 0.05, indicating that M8 model is not better than M7 model); NA: not allowed; NS: not shown (it means the sites under positive selection but not reaching the significance level of 0.9).
In this study, we exhibit an evolutional analysis not only on selective pressure but also on intron-exon conversion among vertebrate FKBP25 genes.
Materials and Methods

Sequence Data Collection.
All the FKBP25 gene and amino acid sequences were obtained from the ENSEMBL (http://www.ensembl.org/index.html) [10] , based on orthologous and paralogous relationships. The gained FKBP25 sequences were applied as queries to search known FKBP25 genes using BLAST at the National Center for Biotechnology Information (NCBI), in order to confirm whether their best hit was an FKBP25 gene [11] .
Incomplete sequences of FKBP25 genes in four species (tree shrew, horse, platypus, and turkey) were retrieved from both ENSEMBL and NCBI. After eliminating these incomplete sequences, 28 sequences were applied for this study. The 28 sequences from 23 species comprised human
, medaka (ENSORLG00000 015070), stickleback (ENSGACG00000012834), tetraodon (ENSTNIG00000010980), and zebrafish (ENSDARG00000 079018).
Molecular Phylogenetic Analyses.
The protein coding sequences of FKBP25 were aligned using CLUSTAL W program in MEGA 5.05. We constructed a maximum likelihood (ML) tree of FKBP25 amino acid sequences by MEGA 5.05 with the optimal model (Kimura 2-parameter model). The relative support of internal node was performed by bootstrap analyses with 1000 replications for ML reconstructions [12] .
Selection Pressure Analyses.
The numbers of nonsynonymous substitutions per nonsynonymous site (dN) and the numbers of synonymous substitutions per synonymous site (dS) were computed by MEGA 5.05 with the modified NeiGojobori method. The dN/dS <1, =1 and >1 demonstrate purifying selection, neutral selection, and positive selection, respectively [13] . The dN is the numbers of nonsynonymous substitutions per nonsynonymous site, and the dS is the numbers of synonymous substitutions per synonymous site. The transition/transversion ratio was 1.55 estimated using the ML method by MEGA 5.05 [14] .
The FASTA format of FKBP25 sequences was converted to the PAML format using DAMBE software for subsequent site analyses [13] . The CODEML program implemented in the PAML 4.7 package was used to detect positive selection of individual sites. The site-specific model was exerted using 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65  66  67  68  69  70  71  72  73  74  75  76  77  78 [16] . SMART (http://smart.emblheidelberg.de/) was used to make sure the presence of FKBP25 domains [17] . The motifs of FKBP25 were analyzed by the MEME software (http://meme.sdsc.edu/meme/website/intro.html) with a maximum of 10 motifs to find [18] .
Exon-Intron Conservation Analyses.
We collected elaborate information about FKBP25 exon and intron from ENSEMBL (http://www.ensembl.org/index.html) [19] . The number and length of FKBP25 exon and intron in 28 sequences were investigated for exon-intron conservation analyses.
Results
Phylogenetic Analyses of FKBP25.
All the FKBP25 gene and protein sequences were collected from the ENSEMBL and checked by BLAST at NCBI. The sequence and structural alignment of FKBP25 was shown in Figure 1 . The phylogenetic tree was constructed according to the protein coding sequences of FKBP25 using the maximum likelihood method (Figure 2, left panel) . The FKBP25 genes from the primate lineage and teleost lineage form a species-specific cluster, respectively. Four FKBP25 isoforms of dog exhibited a close relationship and clustered together, according to the phylogenetic tree. There were similar phenomena in rabbit and elephant.
Selection Pressure Analyses.
The nonsynonymous to synonymous rate ratio (dN/dS) may demonstrate the selective pressures of involved protein. We calculated the pairwise distance of FKBP25 sequences using MEGA 5.05. There was a significantly lower dN than dS in the pairwise comparisons of these sequences. Most values of dN/dS in these sequences were distributed blow the diagonal, showing that the presence of a purifying selection existed in the FKBP25 (Figure 3 ). The comparisons of average dN and dS in various vertebrate groups were shown in Figure 4 , respectively. Furthermore, site-specific tests were performed for searching the positive selection sites in vertebrate, mammalian, primate, and mammalian excluding primate, rodent and teleost lineages. Although some positive selection sites were computed, each 2Δ of M7 and M8 <5.99 indicated that the M8 model was not significantly better than the M7 model to fit the data. Consequently, we concluded that the site-specific analyses also compute no positive selection sites acting on FKBP25 using PAML4.7 (Table 1) .
Protein Domain and Motif Analyses.
Early studies reported that mammalian FKBP25 have two portions: one is a putative helix-loop-helix motif within N-terminal unique sequence ( Figure 5(a) ) and the other is the PPIase domain at its C-terminus ( Figure 5(b) ) [20] . The domain distribution of FKBP25 was investigated using FKBP25 to search amino acid sequences at the Pfam database firstly. Only one domain (PPIase domain) was found in the Pfam database. The PPIase domain within FKBP25 sequences generally started at position 122 and ended at position 221. Similarly, we further make sure that the FKBP25 domain is at SMART, resulting in the single PPIase domain at position 119 to 221. We then performed a detailed domain and motif analyses using the MEME software. Except two dog isoforms, dog2 and dog3, the FKBP25 sequences used in this study contain a conversed PPIase domain within motif 1 (shown in Figure 2 ) at its C-terminus. In addition, the result implied that motif 2 located in the N-terminal contained an HLH motif [6] , which was associated with DNA binding and dimerization [21] . However, HLH motif was not found in dog3, anole lizard, and teleost lineage, implying that these FKBP25 proteins may function on gene expression in another pathway.
Exon-Intron Conservation Analyses.
The exon-intron information collected from the ENSEMBL database was shown in Table 2 and Figure 6 . Most of the FKBP25 genes have 7 exons with similar length in different species (Table 2) . Mammalian FKBP25 shows exon-intron conservation with 6 introns and similar sizes of each intron. Intron deletions existed in several isoforms of species. The rabbit2 isoform had 2 exons, and elephant2 isoform had only one exon. The exon numbers of dog2, dog3, and dog4 isoforms were less than seven. Except mammalian FKBP25 genes, anole lizard reduced one exon compared with mammalian and birds, but the xenopus and teleost maintained 7 exons. The intron deletions of FKBP25 genes may happen in the evolutionary process from amphibian to reptile. Then, a subsequent intron insertion occurred in the evolution from reptile to more advanced animals. The FKBP25 genes also had intron insertion in zebra finch and zebra fish.
Discussion
FKBP25 is a nuclear member of the FKBPs family that is associated with transcription and chromatin structure [2] . The interactions of FKBP25 with nuclear proteins are closely associated with HLH motif at the N-terminal of FKBP25. However, whether the PPIase domain at C-terminus is important for these interactions remains uncertain. The selection pressure analyses revealed that the purifying selection triggered a whole evolutionary history of FKBP25 in vertebrates, even in each lineage of vertebrates. Purifying selection is one 8 International Journal of Genomics of the natural selections that resist deleterious mutations with negative selective coefficients [22] . The mutations that disrupt the correct folding of the FKBP25 domain can weaken PPIase activity and may be the deleterious mutations [5] . It was hypothesized that the mutations of PPIase domain were one of explanations behind the purifying selection throughout FKBP25 evolution. Therefore, although the PPIase domain of FKBP25 was not found to be involved in the protein interactions previously, the PPIase domain might have some associations with the YY1 DNA-binding, MDM2 autoubiquitination and degradation, and HDACs complex formation. These inferences will become a potent direction for exploring the relationship between nuclear proteins and PPIase domain in the future.
The protein-coding sequence length of vertebrate FKBP25 is highly conversed that almost all the taxa are 224 bp; nevertheless the original gene length and exonintron status are tremendously various among vertebrate species. However, mammalian FKBP25 exhibit exon-intron conservation with 6 introns and similar sizes of each intron. Chicken FKBP25 maintains 6 introns, but zebra finch has one more intron that inserts in the gene. Similarly, a large variability of intron number and sizes among all the taxa shown in Figure 6 revealed that intron insertion and deletion events happened frequently during the FKBP25 evolutionary history from teleost to birds. In particular, zebrafish demonstrated the maximum number of introns in this study, and the size of exon is much smaller than other teleost species (Figure 6(g) ). The intron loss of FKBP25 gene from species more advanced than zebrafish is likely to induce alterations of gene expression due to the absence of specific intron splicing. Under the purifying selection, the FKBP25 gene expression event continuously removes the pernicious mutations that may associate with intron splicing regulation [23] .
FKBP25 gene knockdown declined the expression levels of p53 and p21, which emphasized the significance of FKBP25 in regulating p53 and subsequently p21 expression through controlling the ubiquitination of MDM2. Both the FKBP25 PPIase domain and its N-terminal portion were critical for the ubiquitination and degradation of MDM2 [2] . Moreover, Jin et al. reported that FKBP25 prefers to bind to rapamycin rather than FK506, implying that FKBP25 may be an important target molecule for immunosuppression by rapamycin [8] . All the evolution analyses indicated the conservation of FKBP25 gene in vertebrates. Therefore, FKBP25 possesses some basic functions in vertebrate species, like regulating p53 and p21 expression and binding to rapamycin for immunosuppression, reinforcing the suggestion that the purifying selection triggered the evolution of vertebrate FKBP25.
In conclusion, FKBP25 as a nuclear FKBP subjects to the purifying selection throughout the whole evolution, which implied the complete role of the PPIase domain involved in the interaction between FKBP25 and the nuclear proteins that are needed to be discovered continually. Additionally, incomplete exon-intron conservation of FKBP25 meets the vertebrate lineage. The intron gain or loss among the taxa is likely to be involved in the purifying selection.
